JUN-08-2007 FRI 05:57 PH PURDUE BIOLOGY 



FAX NO. 7654961496 



P. 



BARNES & THORNBURG LLP 



P.O,nox2780 

Chicogo, IlIinuKs' 60690-27R(> 

(312)357.I3J3 

(312)750-5646 fax 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



(Jn^up; 1638 

Coriftmafiofi h^o,; ^633 

Appficafion No.: 1 0/6(54.658 
Invention: 



Applicant; 

Hied: 

Attorney 
Docket: 

iCxmnhwr: 



MBTIIODS AND COMPOSITIONS FOR 
liNHANCIif) n.ANT CHLL 
TRANSFOl^MATION 



Slanloni). Gclviii cl al. 



Scplcmbcr 18,2003 
3220^94790 



DKCLARATfON UNDER 37 C:.F.R. §1,132 

Commissioner of Patents 
P.O. 13ox 1450 
Alexandria, VA 223 13-1450 

1 . 1, Stanton U. Gclvin, am a co-invcntor of the patent application referenced-above. 

2. I have read tho Ofllce Action mailed December 19, 2006 and reviewed the application as 
nied and the pending claims. 

3. The application as filed describes methods by which it was shown that overexpression of 
H2A leads to increased transformation (see for example, page 9, first and second paragraphs; 
page 1 0. third paragraph; and page 1 1 , first paragraph) and describes "histone genes" or "a 
hlstone gene" generally, e,g. page 3, fiflli paragraph, page 4, first paragraph, and original claims. 

4. The same methods used to establish the utility of overexpression of in increasing 
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cell iransfonnation have now been applied to other histoncs to demonstrate thai overexpression 
ol liistonc genes other than II2A in plants, increase transformation efficiency to about two-fold as 
companed to the wild-type control. For example, hislone genes representing core hislone groups 
H'JJi and HFO, upon overexpression, show increased transformation efficiency as compared to 
the wild-type conU-ol A summary of the results obtained is provided in attached Exhibit A. 

4. Usins similar vectors, constructs, and methods as taught in the specification, co- 
electro|)oraiion of tobacco BY-2 protoplasts with thcHTAl gene resulted in a three-fold increase 
in iransfonnation emciency as compared to an empty vector. Summary of the results are 
presented in the attached Rxhibit B, 

5. I hereby declare that all statements made herein of my own knowledge are true and that 
all statements made on information and belief are believed to bo taie; and further tliat these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 1 8 of the Untied States 
Code, and thai such willful false statements may jeopardize the validity of the application or any 
patent issued thereon. 

Respectfully Submitted, 

Dated. 




Stanton B. Gel 



EXHIBIT A 



Primary screening to determine which core histone genes, when over-expressed, can 
enhance Agro6ac/mum -mediated transformation of Arabidopsis 



Core Total # of Individual line ID number with increased 

Histone transformed response to A^roZrac/miim -mediated 

Gene plants screened transformation 

KlettOJ KlettO.Ol 



HF03 


20 


3; 4; 9; 11; 15; 19 


3; 5; 15; 18; 19 


HTAl 


20 


4; 6; 14; 16 


6; 9; 14 


HTA2 


14 


5; 11; 13 


4; 5; 10; 11; 14 


HTA3 


18 


2; 4; 5; 6; 7; 10;11; 


1;4; 5; 7; 9; 10; 11; 






13; 14; 15; 19 


13; 14; 15; 17 


HTA5 


18 


1;5; 6; 11; 15; 16; 18 




HTA6 


5 


5 


1 


HTA6 


20 


2; 4; 7; 9; 14; 17; 20 


6; 9; 17; 20 


HTA8 


20 






HTAIO 








HTBl 


18 


10; 12; 18 


5; 8; 10; 15 


HTBl 


18 


5; 8; 10; 15 


8; 10; 12; 18 


HTB3 


6 






HTB5 


20 


9 




HTB8 


20 


6; 18; 20 


1;3;7;9 


HTB9 


9 


9 


5 


HTBIO 


20 


8 


8 


HTBll 


20 


13 


15 


HTR4 


20 


5; 10; 12 


3; 4; 13; 17 


HTRll 


20 


1; 2; 3; 4; 5; 7; 8; 10 


7; 8; 16; 19; 20 


HTR13 


20 


6; 11; 13; 16; 17 





A total of 22 representative core histone genes were tested by expressing cDNAs of 
these genes under the CaMV 3SS promoter in transgenic Arabidopsis plants. 
Infections were performed at a bacterial concentration of 10^ ^^^^/ml (KIett=0.01) or 
at 10^ cells/ml (Klett=0.1). 
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